Background: Alus are primate-specific retrotransposons which account for 10.6% of the human genome. A large number of protein-coding mRNAs are encoded with sense or antisense Alus in the un-translated regions. Results: We postulated that mRNAs carrying Alus in the two opposite directions can generate double stranded RNAs, capable of regulating the levels of other Alu-carrying mRNAs post-transcriptionally. A gene expression profiling assay showed that the levels of antisense and sense Alus-carrying mRNAs were suppressed in a reversible manner by over-expression of exogenous sense and antisense Alus derived from mRNAs (Family-wise error rate P= 0.0483 and P < 0.0001 respectively). Screening through human mRNAs on the NCBI-RefSeq database, it was found that sense and antisense Alu-carrying transcripts were enriched in distinct cellular functions. Antisense Alu-carrying genes were particularly enriched in neurological and developmental processes, while sense Alu-carrying genes were enriched in immunological functions.
Background
An intriguing characteristic of the human genome is its containing of vast numbers of Alus, a class of shortinterspersed repetitive sequences with a length of 280~300 nucleotide bases [1] [2] [3] . More than one million copies of Alus altogether contribute 10.6% of the human genome [1, 2] . Alus were retrotransposons evolved from a duplication of the 7SL RNA gene more than 65 million years ago [1] [2] [3] [4] . The retrotransposition process of Alus relies on the machinery carried by the long interspersed nucleotide element 1 (L1), another retrotransposon which contributes 17% of the human genome [4, 5] . Alus have diverse sequence variations [6, 7] . A total of 213 Alu subfamilies have been reported based on a thorough computation of sequence homology in the human genome [2] .
Alus were found in both genic and intergenic regions of the human genome [3] , with a higher frequency in the former [8] . Intergenic Alus can be transcribed by polymerase III, yet the transposition activities have remained dormant [9] . Polymerase IIIderived Alu transcripts are constantly shattered by Dicer1 in normal human physiology, failure of which may result in Alu toxicity which in turn triggers geographic atrophy [10] , an advanced form of age-related macular degeneration.
Genic Alus have been found in upstream and intronic regions [11] , as well as exonic regions such as 5′ untranslated regions (UTRs) [12] and 3′UTR of messenger RNAs [3] . Alus in mRNAs are classified as exonic or exonized Alus, depending on whether they are embedded within a longer exon or are spliced into mRNAs as an individual exon. Exonized Alus have been shown to express only occasionally and have low copies of transcripts within cells [12, 13] . Alus have been shown to encompass a 6-base sequence tag complimentary to one common seed of 30 human miRNAs [14] . Recently, long non-coding RNAs have been shown to be capable of binding to Alu-carrying mRNAs, thereby triggering the STAU1-mediated mRNA decay [15] . An analysis of human chromosomes 21 and 22 showed that genic Alus are particularly enriched in genes of metabolism, transport and signaling processes [16] . Despite these analyses, the cellular roles of genic Alus remain largely elusive [3, 8, 11] . Alus were once thought of as parasite-like, selfishly-replicated junk DNAs without prominent constructive roles to human cells [13, 17] .
Human mRNAs may carry Alus in either sense or antisense directions. In light of the thermodynamics properties of nucleotide base pairing, we were intrigued to ask whether these mRNAs form double stranded duplex longer than 290 bases, and if that happens, what their corresponding cellular roles could be? Despite the binding of two protein-coding Alu-carrying mRNAs had never been discussed previously to our knowledge, we conjectured that the resulting double stranded RNAs could trigger the post-transcriptional regulation of a large collection of protein-coding mRNAs carrying sense or antisense Alu elements, by offering potent sources of either Dicer1-created short interfering RNA (siRNA) [18] [19] [20] , or STAU1-mediated mRNA decay [15] . Both mechanisms were originally proposed to address the binding of a non-coding and a protein-coding RNA.
An Alu-carrying mRNA may form a binding with multiple antisense Alu-carrying mRNA, and vice versa. Consequently, mRNAs with sense and antisense Alu elements produce a many-to-many network, where those with the sense elements are prevailingly regulated by those with the antisense elements, resulting in coordinated reaction. Such coordination has been postulated recently on the topic of micro RNAs (miRNA) against genes, pseudogenes and long non-coding RNAs which share the same miRNA targets [21, 22] . Intriguingly, Vidal and colleagues showed that mouse and rat mRNAs carrying sense B1 repeats are expressed coordinately, reaching a maximum level in the G2 phase of the cell cycle [23] . Data showed that the B1 repeats are necessary rather than sufficient criteria for the coordination. It is worth noting that B1 repeats (~140 bases) were also originated from 7SL RNA gene [6] .
Results
Strong sense-antisense bindings of Alu-carrying mRNAs predicted by RNA co-folding computation
The first conjecture was the binding of messenger RNAs carrying sense and antisense Alus. Inspired by Vidal and colleagues' work on cell cycles [23] , our exploration started from two genes carrying respectively the sense and antisense Alu elements, PCM1 (which is known for its role on cell cycles) and PER2 (a major gene in circadian cycles) ( Table 1 ). The co-folding structure of the two fulllength mRNAs was computed, showing a long formation of RNA duplex of 318 bases which clearly stood out from other local structures ( Figure 1A ). This duplex was formed by the base pairing of sense and antisense Alus ( Figure 1B ). The estimated free energy of the duplex is −461.3 kcal/mol. Deducting the free energy of the two elements in isolation (−102.2 and −123.4 kcal/mol respectively), the net change of energy (denoted as ΔG) is −235.7 kcal/mol [24] which indicated a strong encouragement of binding and provided positive evidence supporting the first conjecture.
Protein-coding mRNAs with Alu elements in opposite directions also carry distinct biological functions
The second conjecture was that the duplex of Alucarrying mRNAs may trigger subsequent degradations of other Alu-carrying RNAs. If such mechanism exists, it follows that sense Alu-carrying mRNAs (referred to as Sens-alus) and antisense Alu-carrying mRNAs (Ant-alus) cannot concurrently stay in high concentrations in human cells. Instead, there are three possibilities: (i) Ant-alu high and Sens-alu low; (ii) Ant-alu low and Sens-alu high; (iii) both Sens-alu and Ant-alu are low. In other words, states (i) and (ii) represent the dominant expression patterns of only one Alu-carrying RNA species. As such, a RNA species might be enriched in certain pathways, while depleted in other pathways, resulting in different functional annotations of the two species. The corresponding null hypothesis is that states (i) and (ii) does not exist and their constituent genes are randomly scattered in a wide spectrum of biological categories and pathways. This hypothesis can be assessed by checking the over and under representation of genes in pathways and biological processes. We screened Sens-alus and Ant-alus from the entire NCBI-RefSeq human mRNAs [25] using sequence homology search. A majority of these Alu elements reside in the 3′UTR (99%) and only 1% of them reside in the 5′ UTR region. None of them were found to reside completely in the coding region. 689 Ant-alus and 771 Sensalus were identified respectively, resulting in a total sum of 1460 genes which corresponds to 7.3% of human protein-coding genes (Additional file 1: Table S1 , Additional file 1: Table S2 ). Computational analysis on a random selection of pairs of Ant-alus and Sens-alus showed that all of them can form computational predicted bindings with ΔG lower than −200 kcal/mol. In addition, 190 genes were found to have Alu elements in both sense and antisense directions (Additional file 1: Table S3 ).
Functional annotations of Ant-alus and Sens-alus showed that the two RNA species were differently distributed in multiple pathways and biological functions. Ant-alus were over-represented in multiple signaling pathways of neurotransmitters such as serotonine, gamma aminobutyric acid (GABA), glutamate, acetylcholine and cannabinoid. They were also overrepresented in synaptic vesicle trafficking, opioid and (dopamine producing) pyridoxal phosphate pathways (P<0.05; Table 2 ). Ant-alus were under-represented only in the Huntington disease pathway ( Table 2) . Additionally, Ant-alus were over-represented in the biological processes such as dorsal-ventral axis, exocytosis, neurotransmitter secretion, organelle organization and vesicle mediated transport (Table 3) . Ant-alus were underrepresented in the biological processes of anion transport, nerve-nerve synaptic transmission and response to stimulus and toxins (Table 3) .
On the other hand, Sens-alus were over-represented in immunological pathways such as Toll-like receptors, Interleukin and endothelin signaling (P<0.05, Table 2 ). Sens-alus were not under-represented in any pathways. Sens-alus were also over-represented in biological processes related to cytokine-mediated signaling pathway, responses to interferon gamma and meiosis. Sens-alus were under-represented in synaptic transmission and ectoderm development (Table 3) . Interestingly, Ant-alus were over-represented (P = 0.0007) while Sens-alus were under-represented (P = 0.0333) in the biological process of synaptic vesicle exocytosis (Table 3) .
A scrutiny of the constituent genes revealed that the Sens-alus species has greater numbers of immunerelated genes, particularly the Toll-like receptors, Cytokines and Cluster of differentiations, than Ant-alus (Table 4) . On the contrary, the Ant-alu species has more embryonic stem cell-related genes than Sens-alus ( Table 5 ). The distinct functional annotations of Sensalus and Ant-alus in our analysis suggested that the insertion and maintenance of Alus in mRNAs in the two directions were not entirely random. Instead, these protein-coding genes might mediate regulatory processes via Alu elements for special functions. One possibility for such a difference of Ant-alus and Sens-alus in pathway distributions is that certain genes underwent duplication events, after Alu retrotransposed into these genes, producing a number of paralogs of Alu-carrying genes associated to similar functions. As the primate-specific Alu incorporation events were fairly recent in evolution (~65 million years), these paralogs should still remain in the same protein subfamilies. To check this possibility, we checked the protein subfamilies among Ant-alus and Sens-alus. It was found that 96.2% of Ant-alus and 96.9% of Sens-alus have unique subfamilies (Additional file 1: Table S1 , Additional file 1: Table S2 ), leaving 3.8% of Ant-alus and 3.1% of Sens-alus associated to the same protein subfamilies with others. This suggests that the gene duplication events accounted for a smaller fraction of pathway distributions than direct Alu retrotransposition. That said, gene duplication and Alu incorporation were both parts of evolution which jointly shaped the human genome and its biological functions. The functional annotation was thus based on the final set of Alu-carrying genes till this point in evolution.
Significant suppression of Alu-tagged mRNAs by Alu perturbations
An extrachromosomal replication system was established to examine the perturbation of Alu-carrying genes in response to elevated Alu RNAs in the opposite direction. The null hypothesis here is that the Alu-carrying RNA duplex cannot trigger subsequent post-transcriptional regulation, manifesting a random fluctuation of expression levels. Transfected sense and antisense Alus were first checked to have expressed successfully, by the detection of chimeric RNA sequences expressed from the artificially constructed template sequence encompassing both vector and Alus.
Genome-wide RNA expressions were measured in 6 different treatment conditions defined in the legend of Figure 2 . Average levels of Ant-alu and Sens-alu were below the genome-wide average levels in all 6 conditions ( Figure 2A) . A Gene Set Enrichment Analysis (GSEA) was employed due to its capability of assessing the group behavior of a set of genes [26, 27] , a favorable feature for our examination of protein-coding mRNAs carrying Alus in opposite directions. As a group, Sens-alus were significantly suppressed in terms of family-wise error rate (FWER) (P < 0.0001), while Ant-alus were not significantly suppressed in response to antisense Alus transfection (P = 0.1008), using cells transfected by empty vectors as controls ( Figure 2B , upper panels). In contrast, Ant-alus were significantly suppressed (P = 0.0483), while Sens-alus were not significantly suppressed in response to sense Alus transfection (P = 0.1017) ( Figure 2B , lower panels). After the removal of selection antibiotics (Hygromycin), exogenous sense and antisense Alu RNAs gradually reduced and the two sets of mRNAs rebounded accordingly. At week 1, only Sens-alu were significantly different from week 0 (Ant-alu P = 0.2503, Sens-alu P = 0.0479).
In addition to the GSEA evaluation of group behaviors, we also performed analysis on individual probe sets. Ant-alus were selected if they manifested significant down regulation in response to sense Alu transfections (P< 0.0005, FDR < 0.0321). The fold change of RNA level was between 31.1% and 92.5%. Their expression levels across all 6 conditions were shown as a heatmap in Figure 2C . It showed that in addition to the suppression by sense Alus, the same set of genes can also be suppressed by antisense Alus. Sens-alus were selected if they manifested significant down regulation in response to antisense Alu transfetions (P< 0.0005, FDR < 0.0518). The fold change of RNA level was between 29.6% and 95.4%. Again, the heatmap showed that the same set of genes can also be suppressed by sense Alu ( Figure 2D ).
We also conducted a smaller-scale experiment for measuring the protein abundance of several randomly selected Sens-alus and Ant-alus, in response to the transfection of Alus in opposite directions, using western blotting. This time, the protein abundances were measured repeatedly once a week up to the 8th week after the selection antibiotics were removed ( Figure 2E and 2F) . The exogenous sense and antisense Alu RNAs gradually reduced to <25% at week 8 (compared with the maximum level at week 0), and protein suppression effects were observed during the period while the exogeneous Alu was still present.
Discussion
A regulatory network mediated by Alu RNA duplex Alus contribute a significant portion of the human genome. However, their cellular roles remain largely elusive. A better understanding of Alus' roles can substantially enhance our overall knowledge on the human genome. We demonstrated that two species of mRNAs, harboring sense or antisense Alus respectively, could form a long RNA duplex longer than 290 bases. Also, the coexistence of sense and antisense RNAs in a cell can trigger group post-transcriptional regulation of two sets of Alu-carrying mRNAs. It is important to note that the intergenic, polymerase (pol) III-directed Alu RNA transcripts may also hybridize with Ant-alus due to similar thermodynamic base pairing. Further, long non-coding RNAs have been reported to hybridize with mRNAs with Alu elements [15] . Taken together, a static network of Alu-mediated interactions was conceptualized, comprising four Alu-carrying RNA species: Ant-alus, Sens-alus, Pol-III derived Alus, and long non-coding Alu-carrying RNAs ( Figure 3A) . At the center stage are protein-coding Ant-alus and Sens-alus. An altered expression of any species may tilt the balance of the entire system, thereby changing cellular states. What could be the major driving forces for the dynamics of the network? Environmental stimuli such as stress may be one answer. It was reported that Pol III derived Alu transcripts, usually dormant in normal cell conditions, were elevated by stress such as viral infection [9, 17, 28] . Pol III Alu may be perturbed together with all the other species upon stress response, although the physiological level of perturbation of the four RNA species remained elusive.
Data from the in-vitro system showed that the Sensalus and Ant-alus were suppressed significantly by transfected Alu counterparts. The transfected sense Alu could represent over-expressed Sens-alus, or the Pol-III derived Alus, as both of them have similar Alu elements in the sense direction to suppress its counterparts. Likewise, the transfected antisense Alu could represent overexpressed Ant-alus, or long non-coding transcripts with antisense Alu elements.
The strong binding of genes with opposite Alu directions was predicted by the RNA folding algorithm. The empirical evidence of the binding was still lacking. We have been planning an experiment based on the idea of using multiple Alu-carrying genes as baits. A binding column will be used to capture the baits. Those RNA bind to the baits can also be captured and then analyzed. This however remained to be our future work.
The network of the Alu-carrying RNAs may underlie the stability and transitions of human cellular states such as neurological or immunological response, as was suggested by the functional annotations of protein-coding Alu-carrying mRNAs. First, the mutual suppression effect may offer barriers among cell lineages. Random fluctuations of Alu-carrying genes may be restricted by the network. Second, upon the invasion of pathogens, the immune system must respond quickly to turn the immature immune cells into mature states by coordinated activations of genes, many of which are Sens-Alus (Table 4) .
Activation restriction for gene expression cascades
Previous work by Vidal and colleagues showed that the B1-repeat elements are necessary rather than sufficient criteria for the co-expression of genes, implying that some, but not all, B1-containing genes are activated concurrently [23] . Developmental processes, neurological and immunological functions have been known to comprise many signal transduction events. We continued to reason that, when a signal transmits to a set of Alu-containing genes, they may be activated by way of elevation of their expression levels. The Alu-mediated suppressing effect offers a built-in inhibitory mechanism toward other Alu-tagged RNA species despite the presence of their individual activation signals from the noisy environment. The net effect is a restricted activation of one or few signal transduction, while other temporarily unwanted signals are filtered away. This situation will persist till the formal signaling effect has subsided. Then, another signaling can come through, resulting in a sequence of gene expressions. A full scale of disordered responses is thus prevented, and the activation of Alu-containing genes can proceed in a coordinated fashion, one state after another ( Figure 3B and 3C).
One key question about the mutual regulation of Sens-alus and Ant-alus is the responsible molecular mechanisms. Is it through the Dicer1-created siRNA mechanism, the STAU1-mediated RNA degradation, or both? Our data suggested that Dicer1 may play a bigger role. An interesting observation from our experiments is that Alu-carrying genes can be suppressed by transfected Alus in the same direction, although not to the level of statistical significance. These may be explained by the potent source of siRNA offered by the duplex of transfected sense Alu and Ant-alu, upon the cleavage of Dicer1, which may suppress both Sens-alus and Ant-alus depending on the guide strand directions [18] . Sens-alus were thus suppressed by the RNA-induced silencing complex using siRNAs in the antisense strand as the guide strand. Interestingly, Dicer1 is also down regulated in chemically stressed cells [3] . Recent data also showed the intimate trade-off between Dicer1 and Alu abundance [10] .
Conclusions
In summary, we proposed a complex regulation network mediated by the Alu "tags" in four species of RNAs and offered initial evidence. The Alu-mediated suppression effect may restrict the activation of genes with other "tags", thereby stabilizing state transitions observed along cellular lineages or in response to outside stimuli. Additionally, different ratios of Sens-alus and Ant-alus may be observed in different types of human cells, with two extreme examples of Ant-alus or Sens-alus as the predominant constituents of expressed genes. The former state may be related to neurological functions, while the later may be related to immunological functions.
Methods

Cell-based assay
An in-vitro extrachromosomal replication system was established to examine the postulated regulation effects on genes carrying the Alu elements. Sense and antisense Alus were cloned from cDNAs, which were reversely transcribed from mRNAs of PCM1 fetal bovine serum and 250 ug of G418 per ml. Hygromycin (0.6 mg/ml) was added to the cell culture medium for the selection of stable transformants. After the transfection, the RNA extracts were submitted for RT-PCR, cloning and sequencing to check whether the expressed RNA encompasses both the vector part and the inserted sequence, an evidence that the transfected sequence has successfully expressed in our system. Realtime PCR was also performed to monitor the expression levels of the exogenous transcripts weekly after removal of hygromycin from the culture medium. Upon removal of hygromycin, the extrachromosomal replicating plasmids were gradually lost, allowing for reversion to the un-transfected status. The mRNA of Sens-alus and Ant-alus, in response to the transfection, were measured by gene expression microarray. Affymetrix Human PrimeView™ arrays were used (Affymetrix, Santa Clara, CA). An in vitro transcription (IVT) with biotinylated ribonucleotide analog were then performed to generate biotin-labeled amplified RNA (aRNA), using GeneChip 3′IVT Express kit (Affymetrix, Santa Clara, CA). The aRNAs were then purified by magnetic beads and fragmented for the subsequent hybridization according to the manufacturer's protocol. Fluorescent signal was scanned by GeneChip Scanner 3000 7G (Affymetrix, Santa Clara, CA) to produce digital images and then converted and summarized to intensity readings per probe sets (total n= 49395). The protein expression levels of several Alu-containing genes were assayed by western blotting. The microarray raw and normalized data can be found on the NCBI GEO repository by the accession number GSE39822.
Bioinformatics
RNA secondary structures of full length mRNA of PER2 and PCM1 were predicted using the standalone RNAcofold software offered by the Vienna RNA group [29, 30] .
The Alu elements in PCM1 (nt 7691 to nt 8008; [RefSeq:NM_006197.3]) and JAK3 (nt 4299 to nt 4614; [RefSeq:NM_000215.3]) were used as query sequences to search against the entire NCBI-RefSeq database [25] for antisense hits using the command-line Yass alignment software [31] . Standard parameters were used, and hits must have e-values smaller than 10 -20 and length longer than 290 bases. This parameter setting allowed nonperfect matches. The coding regions annotated by NCBIRefseq were also used to discern whether the antisense hits were located in 5′UTR, 3′UTR or the coding regions.
Protein-coding genes were sieved from the Alucarrying transcripts using the PANTHER (Protein ANalysis THrough Evolutionary Relationships) Classification System version 7.2 on the official bioinformatic site [32] . PANTHER is a sequence based, phylogenictree supported system with protein functions annotated by human experts, ensuring a high quality of annotation. Sens-alus were defined by genes with Alus only in the sense direction while Ant-alus were defined by genes with Alus only in the antisense direction. The subfamilies of Sens-alus and Ant-alus were assigned by PANTHER. Functional annotations of over-or underrepresentation of Ant-alus and Sens-alus amongst various pathways and biological functions were also performed by PANTHER. Gene symbols of 689 and 771 genes were submitted to the website, and the functional annotations of pathways and biological processes of the two lists of genes were calculated concurrently by the system. A total of 165 pathways and 212 biological processes were checked individually to see the level of overand under-representation of the two lists of genes. The P values were derived using the binormial distribution tests. False discovery rates (FDR) were also calculated to accompany the P values, addressing issues of multiple comparisons. The downloadable results were in the format similar to Tables 2 and 3 .
The expression levels across all 18 microarrays (for 6 conditions, each with three biological replicates) were normalized using the RMAExpress (version 1.0.5), implementing the Robust multiarray analysis (RMA) algorithm [33] [34] [35] . Gene expression levels per probe set were compared across groups using unpaired two sample t-test assuming unequal variance. False discovery rates (FDR) were used to assess significance in the scenario of multiple comparisons. All P-values were two-tailed.
Perturbation of gene expression levels were evaluated by the stand-alone GSEA software v2.07 offered by the Broad Institute [26, 27] . The goal was to analyze the global perturbations of set of genes of interest, by sense and antisense Alu transfections, in comparison with the control samples of Hek293 cells transfected by empty vectors. GSEA examines whether particular sets of genes (in our case, Ant-alus and Sens-alus) tend to be the leading perturbed genes amongst all genes. When multiple probe-sets are associated to a gene, the median of all probe-set measurements were used to represent the gene. The perturbation was quantified by the difference of gene level between two treatment conditions (i.e. classes). Family-wise error rate (FWER) P-values were derived from an empirical distribution upon 10000 permutations of the class labels to address multiple comparison issues.
The RNA and protein expressions were visualized as heatmaps using Cluster 3.0 [36, 37] and TreeView version 1.1.6r2 [38] . In the heatmap presentation, the expression levels were subtracted by baseline values which were the average measurements on naïve cells and cells with empty vectors.
Additional file
Additional file 1: Table S1 . The complet list of Ant-alus. Table S2 . The complet list of Sens-alus. Table S3 . The complet list of protein coding genes which have Alu elements in both sense and antisense directions. (See figure on previous page.) Figure 3 Gene activations and suppressions mediated by Alu-carrying RNAs. (A) A conceptual interaction network, where any two RNA species that may form a long (280~300 bp) Alu duplex were depicted by mutual inhibition signs. Central to the regulation network are Ant-alus and Sens-alus, which together represent 7.3% of total protein-coding genes. Their RNA levels may affect downstream protein levels. Pol III derived Alus may also form a binding with Ant-alus, enabling a mutual regulation. A few non-coding RNAs (ncRNAs) have also been reported elsewhere to bind with Sens-alus and then trigger STAU1-mediated mRNA decay. (B) The activation restriction model. A set of alu-carrying genes was activated and increased expression level in response to outside stimulation. The elevation of these genes increased the Alu element in the cytosol, which can suppress the activation of other Alu-carrying genes which are associated to other pathways. The suppression will continue until the original signal has subsided. Then a new activation can proceed. (C) Waves of genes are activated coordinately, with different set of genes activated in different time, due to Alu-mediated suppression.
